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ABSTRACT The heat shock response (HSR) is characterized by the rapid and robust
induction of heat shock proteins (HSPs), including HSP70, in response to heat shock
and is regulated by heat shock transcription factor 1 (HSF1) in mammalian cells.
Poly(ADP-ribose) polymerase 1 (PARP1), which can form a complex with HSF1
through the scaffold protein PARP13, has been suggested to be involved in the HSR.
However, its effects on and the regulatory mechanisms of the HSR are not well un-
derstood. Here we show that prior to heat shock, the HSF1-PARP13-PARP1 complex
binds to the HSP70 promoter. In response to heat shock, activated and auto-
PARylated PARP1 dissociates from HSF1-PARP13 and is redistributed throughout the
HSP70 locus. Remarkably, chromatin in the HSP70 promoter is initially PARylated at
high levels and decondensed, whereas chromatin in the gene body is moderately
PARylated afterwards. Activated HSF1 then binds to the promoter efficiently and
promotes the HSR. Chromatin PARylation and HSF1 binding to the promoter are also
facilitated by the phosphorylation-dependent dissociation of PARP13. Furthermore,
the HSR and proteostasis capacity are reduced by pretreatment with genotoxic
stresses, which disrupt the ternary complex. These results illuminate one of the
priming mechanisms of the HSR that facilitates the binding of HSF1 to DNA during
heat shock.
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Cells must maintain an intracellular balance of components, including proteins and
nucleic acids, to preserve their health. In order to cope with a variety of environ-

mental and metabolic perturbations, cells have evolved sophisticated surveillance
mechanisms, including the proteotoxic stress response, which adjusts proteostasis
capacity, or the buffering capacity for misfolded proteins through the regulation of
gene expression (1–3). One universally conserved proteotoxic stress response is the
heat shock response (HSR), which is characterized by induction of a set of heat shock
proteins (HSPs), or chaperones, that facilitate protein folding (4–6).

The HSR is regulated mainly at the level of transcription by heat shock transcription
factor (HSF) in eukaryotes. HSF-mediated transcription has been studied intensively
using HSP70 as a model gene (7). In Drosophila melanogaster, GAGA-associated factor
binds to the HSP70 promoter under unstressed conditions, thereby allowing for the
establishment of paused RNA polymerase II (Pol II) and an open chromatin environment
that is accessible to HSF (7, 8). In response to heat shock, HSF, which is initially an
inactive monomer, is converted to an active trimer and binds to the heat shock
response element (HSE) in the HSP70 promoter. It then recruits coactivators and other
factors, including Mediator (9), P-TEFb (10), CREB-binding protein (11, 12), and Tip60,
which is accompanied by the activation and redistribution of poly(ADP-ribose) poly-
merase (PARP) throughout the HSP70 locus (13, 14). HSF-dependent recruitment of
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these coactivators promotes the rapid loss of nucleosomes, the release of stalled Pol II,
and the induction of HSP70 transcription.

HSF1 is a master regulator of HSP expression in mammals, whereas all HSF family
members (HSF1 to -4) are involved in the regulation of proteostasis capacity via HSP
and non-HSP pathways (15, 16). Although GAGA-associated factor is missing in mam-
malian cells, a small amount of the HSF1 trimer constitutively binds to the HSP70
promoter in complex with replication protein A and the histone chaperone FACT
(facilitates chromatin transcription) (17). This complex allows for the establishment of
paused Pol II and an open chromatin environment. During heat shock, HSF1 is activated
through trimer formation and posttranslational modifications, including phosphoryla-
tion (6). Activated HSF1 binds robustly to the HSP70 promoter and dramatically induces
its transcription (18, 19) by recruiting various kinds of coactivators, including ASC-2 (20),
MLL1 (21), PGC1 (22–24), ATF1 (25), SSBP1 (26), and the SWI/SNF chromatin-remodeling
complex, including BRG1 (27, 28). However, it is not clear whether constitutive HSF1
binding and the establishment of paused Pol II are sufficient for efficient HSF1 binding
to the HSP70 promoter during heat shock.

PARP1 is a multifunctional regulator of chromatin structure, transcription, and DNA
repair (29). We showed previously that HSF1 recruits PARP1 through the scaffold
protein PARP13 and that the HSF1-PARP13-PARP1 complex facilitates DNA repair
during DNA damage (30). Here we show that the ternary complex binds to the HSP70
promoter under unstressed conditions and that PARP1 is redistributed throughout the
HSP70 locus during heat shock. Unexpectedly, heat shock induces the poly(ADP-
ribosyl)ation (PARylation) of chromatin in the HSP70 promoter at high levels, as well as
in the gene body, which facilitates HSF1 binding to the promoter and promotes the
induction of HSP70 expression. Furthermore, DNA damage reduces the HSR and
proteostasis capacity by disrupting the formation of the ternary complex.

RESULTS
HSF1-PARP13-PARP1 enhances HSP70 expression during heat shock. To exam-

ine whether the HSF1-PARP13-PARP1 complex regulates the expression of HSP70
(HSPA1A and HSPA1B), we infected HeLa cells with adenoviruses expressing short
hairpin RNAs (shRNAs) for PARP1, PARP13, both PARP1 and PARP13 (double knockdown
[double-KD]), or scrambled RNA (SCR) as a control. We found that the expression of
HSP70 mRNA was induced approximately 20-fold during heat shock at 42°C for 60 min
and that the induced levels were markedly lower in PARP1-KD, PARP13-KD, and
double-KD cells than in SCR-treated cells at any time point after heat shock (Fig. 1A).
The constitutive expression of HSP70 mRNA was unaffected by knockdown of PARP1
and PARP13 (Fig. 1A and B) (30). HSP70 mRNA was also induced by treatment with
other proteotoxic stress inducers, including the proline analogue L-azetidine-2-
carboxylic acid (AZC) and sodium arsenite, and the induced levels were lower in the
same knockdown cells (Fig. 1B). Furthermore, knockdown of PARP1 or PARP13 inhibited
the mRNA expression levels of major HSP genes, including HSP110, HSP90, HSP40, and
HSP27, during heat shock (Fig. 1C).

It is controversial whether PARP1 promotes or inhibits the HSR in mammalian cells
and tissues during heat shock (31–33). We confirmed that knockdown of PARP1 or
PARP13 reduced the induction of HSP70 mRNA in mouse embryonic fibroblasts (MEFs)
and various human cell lines, including MCF7, HMV-I, HaCaT, U-87MG, and U937 cells
(Fig. 1D). We previously identified human HSF1 (hHSF1) point mutants (hHSF1-T20A,
hHSF1-A33E), which cannot interact with PARP13, and hPARP13 deletion mutants
(hPARP13-ΔZ, hPARP13-ΔWWE, hPARP13-ΔZ-ΔWWE), which cannot interact with HSF1
(30). To exclude indirect effects of PARP1 knockdown, we replaced endogenous HSF1
with the interaction mutants of hHSF1 and found that HSP70 mRNA expression in these
cells was reduced during heat shock (Fig. 1E). Furthermore, we confirmed the reduced
expression of HSP70 mRNA during heat shock in cells expressing the hPARP13 inter-
action mutants (Fig. 1F). These results indicate that the HSF1-PARP13-PARP1 complex
enhances HSP70 expression during heat shock.
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FIG 1 HSF1-PARP13-PARP1 enhances HSP70 expression during heat shock. (A) PARP1, PARP13, or both PARP1 and PARP13 (double-KD)
were knocked down by infection of HeLa cells with adenoviruses expressing the corresponding shRNAs. As a control, cells were infected
with an adenovirus expressing scrambled RNA (SCR). (Left) The cells were treated with a heat shock at 42°C for the periods indicated, and
HSP70 mRNA levels were quantified by RT-qPCR (n � 3). Analysis for statistically significant differences was performed by ANOVA. (Right)
Extracts from cells before heat shock treatment were subjected to immunoblotting (IB). Full-length and truncated forms of PARP13 were
detected. (B) Cells in which PARP1, PARP13, or both had been knocked down were treated with 5 mM AZC (left) or 20 �M sodium arsenite
(right) for 6 h. HSP70 mRNA levels were quantified by RT-qPCR (n � 3). Cont., control. (C) RT-PCR analysis of a set of HSP and �-actin
genes was performed using control and heat-shocked (HS) (42°C for 40 min) cells in which PARP1, PARP13, or both (double-KD) had been
knocked down. (D) Cells in which PARP1, PARP13, or both had been knocked down were heat shocked (42°C for 40 min). HSP70 mRNA

(Continued on next page)

PARP1 Facilitates HSF1 Binding to DNA Molecular and Cellular Biology

July 2018 Volume 38 Issue 13 e00051-18 mcb.asm.org 3

http://mcb.asm.org


HSF1-PARP13-PARP1 facilitates the PARylation of chromatin in the HSP70
promoter as well as in the gene body. We wanted to understand the mechanisms by
which the HSF1-PARP13-PARP1 complex enhances stress-induced HSP70 expression. In
Drosophila, PARP is redistributed from the 5= end of HSP70 to regions throughout the
HSP70 locus during heat shock (14). Chromatin immunoprecipitation (ChIP) assays
showed that PARP1 and PARP13, like HSF1 (17), were located on the proximal HSE
(pHSE) of the HSP70 promoter, but not on the distal HSE (dHSE), under unstressed
conditions (Fig. 2A and B). PARP1 and PARP13 mostly disappeared from the pHSE after
heat shock at 42°C for 20 min, and only PARP1 was redistributed to the gene body by
30 min (Fig. 2B). It is worth noting that PARP1 was not redistributed to regions
upstream of the pHSE. We then examined the PARylation of chromatin by use of an
antibody specific for PAR polymers, which was shown previously to detect the
PARylation of the Drosophila HSP70 locus (14). Surprisingly, the chromatin was PARy-
lated at an exceptionally high level on the pHSE after heat shock for 10 min and was
modestly PARylated on regions 5 and 6 at the same time (Fig. 2C). Subsequently,
PARylation levels decreased on the pHSE and increased modestly on regions 7 to 9
within 30 min.

We investigated the effects of PARP13 knockdown on PARP1 localization and
redistribution during heat shock. We found that PARP1 disappeared from the pHSE with
PARP13 knockdown under unstressed conditions, whereas constitutive PARP13 occu-
pancy was not affected by PARP1 knockdown (Fig. 2D). PARP1 was not redistributed to
the gene body (pausing region and region 7) during a heat shock with PARP13
knockdown (Fig. 2D). Consistently, chromatin was not PARylated on the HSE and gene
body (pausing region) after a heat shock for 10 min with PARP13 knockdown (Fig. 2E).
When endogenous HSF1 was replaced with its interaction mutants, PARP1 on the pHSE
disappeared under unstressed conditions and was not redistributed to the gene body
(region 7) during heat shock (Fig. 2F). Consequently, chromatin was not PARylated
when endogenous HSF1 was replaced with its interaction mutants (Fig. 2G). These
results indicate that the HSF1-PARP13-PARP1 complex facilitates the PARylation of
chromatin in the HSP70 promoter as well as in the gene body during heat shock.

PARP1 and PARP13 facilitate HSF1 binding to the HSP70 promoter during heat
shock. We tested whether the constitutive HSF1-PARP13-PARP1 complex affects HSF1
binding to the HSP70 promoter. We found that knockdown of PARP1 or PARP13 did not
effect changes in the degree of hyperphosphorylation and the acquisition of DNA-
binding activity by HSF1 during heat shock (Fig. 3A). Remarkably, the knockdown
inhibited heat shock-induced HSF1 binding to both the pHSE and dHSE in the HSP70
promoter in vivo (Fig. 3B). Furthermore, replacement of endogenous HSF1 with its
interaction mutants inhibited in vivo HSF1 binding to the pHSE and dHSE (Fig. 3C). We
then examined the occupancy of BRG1, which is a catalytic component of the
chromatin-remodeling complex and is recruited by the C-terminal activation domain of
HSF1 (27), on HSEs during heat shock (25). We found that the substitution of HSF1
mutants inhibited BRG1 occupancy during heat shock (Fig. 3D). These results demon-
strate that PARP1 and PARP13 facilitate the binding of HSF1 to the HSP70 promoter
during heat shock.

Heat shock-induced PARP1 activity promotes HSF1 binding to the HSP70
promoter. We showed previously that the scaffold protein PARP13 binds directly to
both HSF1 and PARP1, and that auto-PARylation of PARP1 causes its dissociation from
PARP13 and its redistribution during DNA damage (30). To understand the mechanisms
of PARP1 redistribution during proteotoxic stress, we first examined the effects of a

FIG 1 Legend (Continued)
levels were quantified by RT-qPCR (n � 3). (E) Cells in which endogenous HSF1 had been replaced with either GFP, wild-type hHSF1, or
mutated hHSF1 were heat shocked (42°C for 40 min). (Top) HSP70 mRNA levels were quantified by RT-qPCR (n � 3). (Bottom) Extracts from
cells were subjected to immunoblotting. (F) Cells in which endogenous PARP13 had been replaced with either GFP, wild-type hPARP13,
or mutated hPARP13 were heat shocked (42°C for 40 min). (Left) HSP70 mRNA levels were quantified by RT-qPCR (n � 3). (Right)
Extracts from cells were subjected to immunoblotting. Analysis for statistically significant differences was performed using Student’s t test.
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heat shock, the proteasome inhibitor MG132, or AZC on ternary complex formation.
When the cells were treated with these agents, PARP1 was auto-PARylated and
dissociated from PARP13 (Fig. 4A and B). Stress-induced auto-PARylation of PARP1 was
inhibited in the presence of the PARylation inhibitor PJ34 or olaparib, a selective
inhibitor of PARP1 and PARP2 (PARP1/2) (Fig. 4A). Furthermore, the dissociation of
PARP1 was inhibited in the presence of PJ34 (Fig. 4B). On the other hand, PARP13
dissociated from HSF1 in response to proteotoxic stresses even in the presence of PJ34
(Fig. 4C). Thus, heat shock-induced PARP1 activity dissociates PARP1 from PARP13 but
does not dissociate PARP13 from HSF1.

We next investigated HSF1-mediated recruitment of PARP1 and PARP13 on the
pHSE in the HSP70 promoter and the redistribution of PARP1 to the gene body (pausing
region). We examined cells treated with a heat shock at 42°C for 10 min, because PARP1
redistribution was easily detectable in the pausing region (Fig. 2B). It was revealed that
PARP1 dissociated from the pHSE during a heat shock at 42°C for 10 min even in the
presence of PJ34 (Fig. 4D). However, PARP1 was not redistributed to the gene body
(pausing region) during a heat shock in the presence of PJ34, probably because PARP1
did not dissociate from PARP13 (Fig. 4B). At the same time, chromatin in the pHSE and
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FIG 4 Heat shock-induced PARP1 activity promotes HSF1 binding to the HSP70 promoter. (A) Denatured extracts of HeLa cells treated
with either a heat shock at 42°C for 30 min (HS), 10 �M MG132 for 6 h, or 5 mM AZC for 6 h in the presence or absence of PJ34 or
olaparib were subjected first to PARP1 immunoprecipitation (IP) and then to immunoblotting (IB) using a PAR antibody. (B) Extracts
of HeLa cells treated as described for panel A were subjected first to PARP1 immunoprecipitation and then to immunoblotting. (C)
Cells treated as described for panel A were subjected first to HSF1 immunoprecipitation and then to immunoblotting. (D) Cells in
which PARP1 had been knocked down were pretreated with PJ34 (20 �M) for 2 h and were then heat shocked at 42°C for 10 min.
ChIP-qPCR of PARP1, PARP13, and PAR on the pHSE and pausing regions was performed (n � 3). (E) Extracts of cells in which
endogenous PARP1 had been replaced with GFP, wild-type hPARP1, or its inactive mutant (HYA or AAA) were subjected to
immunoblotting. (F) Cells were treated as described for panel E, and ChIP-qPCR of PARP1, PARP13, and PAR on the pHSE and pausing
region was performed (n � 3). (G) Cells were treated as described for panel D, and ChIP-qPCR of HSF1 on the dHSE and pHSE was
performed (n � 3). (H) Cells were treated as described for panel F, and ChIP-qPCR of HSF1 on the dHSE and pHSE was performed
(n � 3). Analysis for statistically significant differences was performed using Student’s t test.

PARP1 Facilitates HSF1 Binding to DNA Molecular and Cellular Biology

July 2018 Volume 38 Issue 13 e00051-18 mcb.asm.org 7

http://mcb.asm.org


gene body was not PARylated (Fig. 4D). We replaced endogenous PARP1 with hPARP1
mutants lacking PARylation activity (HYA and AAA) (Fig. 4E) (30). PARP1 mutants did not
redistribute to the gene body (pausing region) during heat shock, although they
dissociated from the pHSE (Fig. 4F). In keeping with the fact that the ternary complex
facilitates the PARylation of chromatin in the HSP70 promoter (Fig. 2G), treatment of
cells with PJ34 or replacement of hPARP1 with mutants lacking PARylation activity
markedly suppressed the binding of HSF1 to the HSEs in the HSP70 promoter (Fig. 4G
and H). These results indicate that heat shock-induced PARP1 activity is required for
PARP1 redistribution and promotes the binding of HSF1 to the HSP70 promoter.

PARP13 dissociation facilitates PARylation and HSF1 binding to the HSP70
promoter. We wanted to understand the significance and mechanisms of the release
of PARP13 from HSF1 in the HSP70 promoter. PARylation is not involved in the release of
PARP13, because the stress-induced dissociation was not inhibited in the presence of PJ34
(Fig. 4C). In fact, HSF1 was not PARylated by PARP1, at least in vitro (Fig. 5A). On the other
hand, HSF1 is phosphorylated at multiple sites during heat shock but not during treatment
with inducers of DNA damage (30), sodium salicylate (34, 35), or indomethacin (36). We
found that PARP13 continued to bind to HSF1 in cells treated with sodium salicylate or
indomethacin (Fig. 5B), suggesting the involvement of HSF1 phosphorylation in PARP13
dissociation. We generated viral vectors expressing a series of hHSF1 mutants that lacked
major heat-inducible phosphorylation residues (Fig. 5C) (37). We then used them to infect
HSF1-null MEFs and found that hHSF1-S121A continued to bind to PARP13 during heat
shock, whereas wild-type hHSF1 and other mutants dissociated from PARP13 (Fig. 5D).

We found that phosphorylation of Ser121 was transiently elevated at 2, 3, and 5 min
after a heat shock at 42°C in HeLa cells, whereas it was reduced after that time (Fig. 5E)
(38, 39). HSF1-Ser121 was also phosphorylated by treatment with MG132 or AZC as well
as by the mitochondrial complex I inhibitor metformin (Fig. 5F) (39). We replaced
endogenous HSF1 with wild-type hHSF1 or its hHSF1-S121 mutants (hHSF1-S121A,
hHSF1-S121G) in HeLa cells and confirmed that the hHSF1-S121 mutants continued to
bind to PARP13 during heat shock (Fig. 5G). Expression of HSP70 mRNA in cells
expressing hHSF1-S121 mutants was induced 15 and 30 min after a heat shock at levels
similar to those in cells expressing wild-type hHSF1 (Fig. 5H). The expression level was
further elevated in cells expressing wild-type hHSF1 60 and 120 min after a heat shock,
whereas it was hardly elevated in cells expressing mutant HSF1 (Fig. 5H). In marked
contrast, the expression levels of HSP70 mRNA were dramatically lower at all time
points during heat shock in cells expressing an hPARP1 mutant (Fig. 5H). These results
indicate that the dissociation of PARP13 from HSF1 enhances HSP70 expression at later
time points after heat shock.

We next examined the occupancy of the HSF1-PARP13-PARP1 complex, and we
found that PARP13 stayed on the pHSE in the HSP70 promoter during a heat shock at
42°C for 30 min in cells expressing hHSF1-S121 mutants, whereas PARP1 was redistrib-
uted to the gene body (region 7) (Fig. 5I). Remarkably, PARylation of chromatin in the
pHSE and HSF1 binding to the pHSE were inhibited in the same cells (Fig. 5I). Thus,
PARP13 dissociation facilitates the PARylation of chromatin in the pHSE and the binding
of HSF1 to the HSP70 promoter during heat shock.

PARP1 activity promotes the establishment of an active chromatin state.
Because the PARylation of histone and nonhistone proteins is associated with chroma-
tin decondensation during heat shock (40, 41), we examined the occupancy of histones
H3 and H4. Knockdown of PARP1 or PARP13 did not affect H3 and H4 occupancy on the
pHSE and gene body (pausing region and region 7) in the HSP70 locus under un-
stressed conditions (Fig. 6A). In response to a heat shock, the occupancy of these
histones was dramatically reduced on the pHSE and gene body in cells treated with
scrambled RNA. In marked contrast, histone H4 occupancy was hardly reduced in
PARP1 or PARP13 knockdown cells. Histone H3 occupancy was moderately reduced on
the pHSE and gene body in PARP1 or PARP13 knockdown cells during heat shock.

We then investigated marks of active chromatin, including trimethylation of lysine
4 on histone H3 (H3K4me3), acetylation of lysine 9 on histone H3 (H3K9ac), H3K27ac,
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FIG 5 PARP13 dissociation facilitates PARylation and HSF1 binding to the HSP70 promoter. (A) hHSF1-His (1 �g) was incubated at 37°C for 30 min
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and H4ac. These active markers were unaffected by the knockdown of PARP1 or
PARP13 under unstressed conditions (Fig. 6B). In response to a heat shock, H4ac levels
in both the pHSE and the gene body (pausing region and region 7) were elevated 2-
to 4-fold, respectively, in cells treated with scrambled RNA, whereas these levels were
hardly elevated in PARP1 or PARP13 knockdown cells. The levels of active marks in
histone H3 were markedly elevated in cells treated with scrambled RNA, but they were
elevated modestly in PARP1 or PARP13 knockdown cells (Fig. 6B). Furthermore, replace-
ment of endogenous PARP1 with hPARP1 mutants reduced elevated levels of H3K4me3
and H3K9ac on the HSE and gene body during heat shock (Fig. 6C). The same
substitution reduced Pol II occupancy on the gene body during heat shock (Fig. 6D) and
also BRG1 occupancy on the pHSE and dHSE (Fig. 6E). These results demonstrate that
PARP1 activity promotes the establishment of an active chromatin state during heat
shock.

DNA damage inhibits the HSR and proteostasis capacity. A reduction in HSF1-
mediated transcription may be associated with reduced proteostasis capacity and cell
survival (25). We showed that cell survival was markedly reduced by replacement of
endogenous HSF1 with hHSF1 interaction mutants during an extreme heat shock at
45°C (Fig. 7A and B). The reduction in cell survival was accompanied by elevated
accumulation of insoluble ubiquitylated misfolded proteins within the cells (Fig. 7C). In
agreement with this finding, the protein levels of HSP110, HSP70, and HSP40 after a
heat shock at 45°C for 3 h were lower in cells expressing hHSF1 mutants than in cells
expressing wild-type hHSF1 (Fig. 7D). Thus, the HSF1-PARP13-PARP1 complex supports
cell survival during heat shock, in part by modulating proteostasis capacity.

Because PARP1 dissociated from the HSF1-PARP13 complex during genotoxic stress
(30), we examined the effects of DNA damage. We found that PARP1 was partially
released from the pHSE in the HSP70 promoter when the cells either were treated with
doxorubicin (DOX) for 6 h or were treated with ionizing radiation (IR) or UV and allowed
to recover for 1 h (Fig. 7E). The induction of HSP70 mRNA after a heat shock at 42°C for
3 h was remarkably reduced in cells pretreated with agents causing genotoxic stress
(Fig. 7F). Furthermore, cell survival was markedly reduced, and insoluble ubiquitylated
misfolded proteins accumulated to high levels, during an extreme heat shock at 45°C
when the cells were pretreated with agents causing genotoxic stress (Fig. 7G and H).
Protein levels of HSP110, HSP70, HSP40, and HSP27 after heat shock were lower in cells
pretreated with genotoxic-stress-causing agents than in untreated cells (Fig. 7I). These
results indicate that agents causing genotoxic stress inhibit the induction of HSPs and
proteostasis capacity during heat shock by disrupting the HSF1-PARP13-PARP1 com-
plex.

DISCUSSION

Mammalian HSF1 constitutively binds to the HSP70 promoter in complex with
replication protein A and allows for the establishment of paused Pol II at a downstream
region of the transcription start site and an open chromatin environment (17). We
wondered whether the chromatin environment in the HSP70 locus is further regulated
by the HSF1-PARP13-PARP1 complex or not (30). In this study, we demonstrated that

FIG 5 Legend (Continued)
of heat-induced phosphorylation sites in hHSF1 and of hHSF1 mutants lacking these phosphorylation sites. (D) HSF1-null MEFs were infected with
an adenovirus expressing wild-type hHSF1 or mutated hHSF1 and were then either left untreated (Cont.) or heat shocked. Cell extracts were
prepared and were subjected to HSF1 immunoprecipitation and immunoblotting. (E) HeLa cells were treated with a heat shock at 42°C for the
indicated periods, and cell extracts were immunoblotted. (F) HeLa cells were treated with 10 �M MG132, 5 mM AZC, or 10 �M metformin for
the indicated periods, and cell extracts were immunoblotted. (G) HeLa cells were first infected with an adenovirus expressing HA-tagged hHSF1,
hHSF1-S121A, or hHSF1-S121G and then either left untreated (Cont.) or heat shocked at 42°C for 5 min. Cell extracts were prepared and were
subjected to immunoprecipitation and immunoblotting. (H) Cells in which endogenous HSF1 or PARP1 had been replaced with GFP, wild-type
hHSF1, hHSF1 mutants (S121A, S121G), or an inactive PARP1 mutant (AAA) were heat shocked at 42°C for the indicated periods. HSP70 mRNA
levels were quantified by RT-qPCR (n � 3). Analysis for statistically significant differences was performed using ANOVA (*) or Student’s t test (**).
(I) Cells in which endogenous HSF1 had been replaced with GFP, wild-type hHSF1, hHSF1-S121A, or hHSF1-S121G were either left untreated
(Cont.) or heat shocked for 30 min (PARP1, PARP13, and HSF1 ChIP) or 10 min (PAR ChIP). ChIP-qPCR of PARP1, PARP13, PAR, and HSF1 on the
pHSE, pausing region, or region 7 was performed (n � 3). Analysis for statistically significant differences was performed using Student’s t test.
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FIG 6 PARP1 activity promotes the establishment of an active chromatin state. (A) Occupancy of histones H3 and H4 in PARP1 or
PARP13 knockdown cells. ChIP-qPCR on the pHSE, pausing region, and region 7 was performed before (Cont.) and after a heat shock
(HS) at 42°C for 30 min (n � 3). (B) Levels of active chromatin marks in PARP1 or PARP13 knockdown cells. ChIP-qPCR was performed
before and after a heat shock (n � 3). (C) Levels of active chromatin marks in cells in which endogenous PARP1 had been replaced
with GFP, wild-type hPARP1, or an inactive mutant of hPARP1 (HYA or AAA). ChIP-qPCR was performed after the heat shock (n �
3). (D) Occupancy of Pol II in cells expressing hPARP1 mutants. ChIP-qPCR on the pausing region and regions 7 and 9 was performed
before and after the heat shock at 42°C for 30 min (n � 3). (E) Occupancy of BRG1 in cells expressing hPARP1 mutants. ChIP-qPCR
on the pHSE and dHSE was performed (n � 3). Analysis for statistically significant differences was performed using Student’s t test.
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FIG 7 DNA damage inhibits the HSR and proteostasis capacity. (A) HeLa cells in which endogenous HSF1 had been replaced with its mutants were
heat shocked at 45°C (HS) for the indicated periods. Viable cells excluding trypan blue were counted (n � 3). Analysis for statistically significant
differences was performed by ANOVA. (B) Cells expressing hHSF1 mutants were treated with a heat shock at 45°C for 3 h. (Left) MTT assays were
performed (n � 3). (Right) Cell extracts were subjected to immunoblotting (IB). Analysis for statistically significant differences was performed
using Student’s t test. (C) Cells expressing hHSF1 mutants were heat shocked at 45°C for 3 h. The accumulation of insoluble ubiquitylated proteins
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the open chromatin environment created by HSF1 binding and paused Pol II is not
sufficient for HSF1 to bind efficiently to the HSP70 promoter during heat shock. PARP1
and PARP13 have no effect on the occupancy of H3 and H4 histones, histone modifi-
cations, or constitutive HSP70 expression, but they are required for efficient HSF1
binding to the HSP70 promoter, establishment of an active chromatin status, and
induction of HSP70 expression during heat shock in mammalian cells (Fig. 8). We
propose a priming mechanism of the HSR that facilitates HSF1 binding to DNA during
heat shock.

The roles of PARP in the HSR have been studied in Drosophila melanogaster.
Drosophila PARP is required for the formation of puffs containing HSP70 loci and the
induction of HSP70 expression (40, 41). PARP binds to the 5= end of HSP70 (within the
first 2 nucleosomes) under unstressed conditions. In response to heat shock, PARP is
activated and redistributed throughout HSP70 loci, and PARylation of chromatin in-
creases initially at the 5= end of HSP70, where PARP binds, and accumulates further
downstream afterwards (14). This PARylation promotes chromatin decondensation in
the gene body and the induction of HSP70 expression. Unlike Drosophila PARP, human
PARP1 is associated with the HSP70 promoter (31) and has been suggested to colocalize
with HSF1 on the genome (30). Prior to heat shock, PARP1 occupies the pHSE in the
HSP70 promoter by interacting with the HSF1-PARP13 complex (Fig. 2). Heat shock
induces auto-PARylation of PARP1, which triggers its dissociation from HSF1-PARP13
and its redistribution throughout HSP70 loci (Fig. 4A to F). Remarkably, chromatin in the
pHSE, which is a constitutive PARP1 binding site, is initially PARylated at the highest
level within HSP70 loci, whereas chromatin in the gene body is also moderately
PARylated afterwards (Fig. 2). As a result, the chromatin status at the pHSE is relaxed
(Fig. 6) due to PARylation-mediated chromatin decondensation (14, 42, 43), and heat
shock-activated HSF1 binds efficiently to the HSP70 promoter (Fig. 3 and 4). Although
the mechanism by which auto-PARylated PARP1 is redistributed along the HSP70 locus
is unclear, this modification could enhance its transient interaction with chromatin
proteins such as histones at a specific state (44, 45).

Of note, the scaffold protein PARP13 must be released from HSF1 in a manner that
is dependent on phosphorylation at HSF1-Ser121 (Fig. 5). HSF1-Ser121 was originally
identified as one of the multiple phosphorylation sites in heat-shocked cells (37). Later,
it was shown that this residue is constitutively phosphorylated at a low level and is
dephosphorylated during heat shock (38, 39). We showed that phosphorylation at
HSF1-Ser121 is transiently induced during a heat shock at 42°C (Fig. 5E) and is induced
continuously during MG132 or AZC treatment (Fig. 5F). Replacement with hHSF1-S121
mutants blocked the dissociation of HSF1-PARP13 during heat shock and inhibited the
PARylation of chromatin on the pHSE in the HSP70 promoter and HSF1 binding (Fig. 5I).
Our observations suggest that phosphorylation at Ser121 prior to heat shock by
treatment with reagents such as metformin inhibits the HSR (39), in part because of the
blockade of ternary complex formation. In contrast to the HSR, PARP13 does not
dissociate from HSF1, and chromatin at the GADD34 promoter is not PARylated during
DNA damage response (30).

Taking these findings together with our previous work (30), we demonstrate that both
proteotoxic and genotoxic stresses regulate the formation and activity of the HSF1–

FIG 7 Legend (Continued)
was examined by Western blotting using an anti-Ub antibody (left) and was quantified (right) (n � 3). �-Actin levels in the soluble fraction are
also shown. Analysis for statistically significant differences was performed using Student’s t test. (D) Cells expressing hHSF1 mutants were heat
shocked at 45°C for 3 h. Cell extracts were prepared and were subjected to immunoblotting. (E) HeLa cells either were treated with DOX for 6
h or were treated with IR or UV and were allowed to recover for 1 h. Then ChIP-qPCR of PARP1, PARP13, and HSF1 on the pHSE was performed
(n � 3). Analysis for statistically significant differences was performed using Student’s t test. (F) DNA damage reduced heat shock-induced HSP70
expression. Cells were treated with DOX, IR, or UV as described for panel E. The cells were then heat shocked at 42°C for 3 h, and HSP70 mRNA
levels were quantified by RT-qPCR (n � 3). (G) Cells were treated with DOX, IR, or UV as described for panel E. These cells were heat shocked
at 45°C for the indicated periods, and viable cells were counted (n � 3). Analysis for statistically significant differences was performed by ANOVA.
(H) Cells were treated as described for panel G, and the accumulation of insoluble ubiquitylated proteins was examined by Western blotting.
�-Actin levels in the soluble fraction are also shown. (I) Extracts were prepared from cells treated as described for panel G and were subjected
to immunoblotting.
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PARP13-PARP1 complex, which plays pivotal roles in the HSR and DNA damage response.
These observations suggest that proteotoxic and genotoxic stresses affect each other
through the regulation of the ternary complex. Indeed, pretreatment with agents inducing
genotoxic stress, including DOX, IR, and UV, dissociated PARP1 from HSF1-PARP13, result-
ing in a reduction in HSP expression and proteostasis capacity during heat shock (Fig. 7E to
I). Our observations reveal one mechanism by which UV pretreatment inhibits the expres-
sion of HSP70 without affecting HSF1 DNA-binding activity during heat shock (46) and
explain the cooperative effects of combining heat exposure with DNA-damaging antican-
cer drugs (47, 48). It will be of great interest to discover how this ternary complex
contributes to the progression of age-related neurodegenerative diseases and other dis-
eases.

MATERIALS AND METHODS
Plasmids and adenoviral vectors. To generate expression vectors for hemagglutinin (HA)-tagged

hHSF1 (hHSF1-HA), hHSF1-T20A-HA, hHSF1-T20G-HA, hHSF1-A33E-HA, and phosphorylation site mu-
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FIG 8 Regulatory mechanisms of the HSR in mammalian cells. Prior to heat shock, a small amount of HSF1 binds
to the pHSE in the HSP70 promoter and allows for the establishment of paused Pol II and an open chromatin
environment (unstressed condition). HSF1 also recruits PARP1 through a scaffold protein, PARP13. In response to
a heat shock, activated and auto-PARylated PARP1 dissociates from HSF1-PARP13 and is redistributed throughout
the HSP70 locus. It PARylates chromatin around the pHSE initially (heat shock, early time point) and around the
gene body afterward (heat shock, 30 min). Heat shock-activated HSF1 binds efficiently to the pHSE and dHSE,
whose chromatin is decondensed by PARylation, and robustly induces HSP70 transcription. PARP13 also dissociates
from HSF1 in a manner dependent on the phosphorylation of HSF1-Ser121.
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tants, cDNA fragments were generated by PCR-mediated site-directed mutagenesis and were inserted
into pShuttle-CMV vectors (Stratagene) at the KpnI/XhoI sites (30). Similarly, cDNA fragments of HA-
hPARP13, HA-hPARP13-ΔZ, HA-hPARP13-ΔWWE, and HA-hPARP13-ΔZ-ΔWWE were generated and were
inserted into pShuttle-CMV at the BamHI/EcoRI sites, and cDNA fragments of HA-hPARP1, HA-hPARP1-
HYA, and HA-hPARP1-AAA were inserted into pShuttle-CMV at the NotI/XhoI sites as described previously
(30). The sequences of pShuttle-CMV expression vectors for phosphorylation site mutants of hHSF1 were
verified using a 3500 genetic analyzer (Applied Biosystems). Adenovirus expression vectors, including
Ad-hHSF1-S20A-HA and Ad-hHSF1-S20G-HA, were generated in accordance with the manufacturer’s
instructions (Agilent Technologies). To generate adenovirus vectors expressing short hairpin RNAs
against human HSF1, PARP1, PARP13 (Ad-hHSF1-KD, etc.), oligonucleotides containing each target
sequence (17, 30) were annealed and were inserted into pCR2.1-hU6 at the BamHI/HindIII sites, and then
XhoI/HindIII fragments containing hU6-shRNA were inserted into a pShuttle-CMV vector (Stratagene)
(49).

Cell cultures and RNA interference. HeLa cells were maintained at 37°C under 5% CO2 in Dulbecco’s
modified Eagle’s medium (Gibco) containing 10% fetal bovine serum (Sigma-Aldrich). Cells were treated
with a heat shock at 45°C for various periods or with 5 mM L-azetidine-2-carboxylic acid (AZC; Tokyo
Chemical Industry) for 6 h, with 20 �M sodium arsenite (Sigma-Aldrich) for 6 h, with 10 �M MG132
(Sigma-Aldrich) for 6 h, or with 10 �M metformin hydrochloride (Tocris Bioscience) for 24 h. Cells were
also treated with 0.5 �M doxorubicin (DOX; Enzo Life Sciences) for 6 h, or they were exposed to 10 Gy
ionizing radiation (IR) (MBR-1520R-4; Hitachi Power Solutions) or to 100 J m�2 UV-C (Airtech UV lamp
A15436; Ultra-Violet Products UVX radiometer) and were allowed to recover for 1 h. Some cells were
pretreated for 2 h with the PARP inhibitor PJ34 at 20 �M (Enzo Life Sciences) or with 1 �M olaparib, a
selective inhibitor of PARP1/2 (Selleck Chemicals).

To knock down HSF1, PARP1, or PARP13, HeLa cells were infected with Ad-sh-hHSF1-KD, Ad-sh-
hPARP1-KD, or Ad-sh-hPARP13-KD (1 � 107 PFU ml�1) for 2 h and were maintained in normal medium
for 70 h. Nucleotide sequences of shRNAs used for gene knockdown are listed in Table S1 in the
supplemental material. To replace endogenous HSF1 with exogenous hHSF1 or its phosphorylation site
mutants, cells were infected with Ad-sh-hHSF1-KD (1 � 107 PFU ml�1) for 2 h and were maintained in
normal medium for 22 h. The cells were then infected with Ad-hHSF1-HA, Ad-hHSF1-S121A-HA, or
Ad-hHSF1-S121G-HA (2 � 106 PFU ml�1) for 2 h and were maintained with normal medium for a further
46 h. Replacement of PARP1 or PARP13 with its mutant was performed in the same way.

Western blotting. Cells were lysed with NP-40 lysis buffer containing 1.0% NP-40, 150 mM NaCl, 50 mM
Tris-HCl (pH 8.0), and protease inhibitors (1 �g ml�1 leupeptin, 1 �g ml�1 pepstatin, and 1 mM phenylmeth-
ylsulfonyl fluoride). After centrifugation, aliquots of the supernatant were subjected to SDS-polyacrylamide gel
electrophoresis (SDS-PAGE). After transfer to a nitrocellulose membrane using a Trans-Blot transfer cell
(Bio-Rad), the membrane was blocked with 5% milk–phosphate-buffered saline (PBS) at room temperature for
1 h. Primary antibodies were diluted in 2% milk–PBS and were incubated at room temperature for 1 h or at
4°C overnight. The following antibodies were used: anti-HSF1 (�mHSF1j or Millipore ABE1044; dilution,
1:1,000), anti-HSF1 Phospho-Ser121 (A8041; dilution, 1:1,000; Assay Biotechnology Company, Inc.), anti-PARP1
(�hPARP1-1, generated at our laboratory; 1:1,000) (30), anti-PARP13 (�hPARP13-1, generated at our labora-
tory; 1:1,000) (30), anti-PAR (4335-MC-100; Trevigen; 1:1,000), antiubiquitin (P4D1; Santa Cruz; 1:1,000),
anti-�-actin (A5441; Sigma-Aldrich; 1:1,000), anti-green fluorescent protein (anti-GFP) (GF200; Nacalai Tesque;
1:1,000), anti-HA (3F10; Roche; 1:1000), anti-HSP110 (�mHSP110a; 1:1,000) (50), anti-HSP70 (W27; Santa Cruz;
1:1,000), anti-HSP40 (�hHSP40a; 1:1,000) (50), and anti-HSP27 (�hHSP27a; 1:1,000) (50). The membrane was
washed with PBS for 5 min three times, followed by incubation with horseradish peroxidase (HRP)-conjugated
secondary antibodies (goat anti-rabbit IgG [Cappel 55689; 1:1,000], goat anti-mouse IgG [Cappel 55563;
1:1,000], or goat anti-rat IgG [Jackson 112-035-003; 1:1,000]) in 2% milk–PBS at room temperature for 1 h. To
detect HSF1 phosphorylated Ser121 (phospho-Ser121), primary and secondary antibodies were diluted in 3%
bovine serum albumin–Tris-buffered saline containing 0.1% Tween 20 (TBS-T). The membrane was washed
three times with TBS-T, and chemiluminescent signals from ECL detection reagents (Amersham) were
captured on X-ray film (Super RX; Fujifilm).

Assessment of mRNA. Total RNA was extracted from HeLa cells using TRIzol (Invitrogen), and
first-strand cDNA was synthesized using avian myeloblastosis virus reverse transcriptase (AMV-RT) and
oligo(dT)20 in accordance with the manufacturer’s instructions (Invitrogen). Reverse transcription-PCR
(RT-PCR) was performed using the primers summarized in Table S2 in the supplemental material.
Real-time quantitative PCR (qPCR) was performed using a StepOnePlus system (Applied Biosystems) with
EagleTaq master mix with ROX (Roche) in accordance with the manufacturer’s instructions. Primers used
for RT-qPCRs are listed in Table S3 in the supplemental material. Relative quantities of mRNAs were
normalized against GAPDH mRNA levels. All reactions were performed in triplicate with samples derived
from three experiments.

ChIP assay. Chromatin immunoprecipitation (ChIP) assays were performed using a kit in accordance
with the manufacturer’s instructions (EMD Millipore). The antibodies used for ChIP assays were anti-HSF1
(ABE1044; Millipore), anti-PARP1 (�hPARP1-1) (30), anti-PARP13 (�hPARP13-1) (30), anti-PAR (4335-MC-
100; Trevigen), anti-BRG1 (07-478; Millipore), anti-Pol II (CTD4H8; Millipore), anti-H3 (ab1791; Abcam),
anti-H4 (ab7311; Abcam), anti-H3K4me3 (ab1012; Abcam), anti-H3K9ac (07-352; Millipore), anti-H3K27ac
(ab4729; Abcam), and anti-H4ac (Active Motif 39925). Real-time qPCR of ChIP-enriched DNAs in the
HSP70 locus was performed using the primers listed in Table S4 in the supplemental material. The
PCR using primers for regions 3 to 10, but not that using primers for regions 1 and 2, amplified both
HSPA1A and HSPA1B. The percentage of input was determined by comparing the cycle threshold
value of each sample to a standard curve generated from a 5-point serial dilution of genomic input
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and was normalized to values obtained using normal IgG. IgG-negative control immunoprecipita-
tions for all sites yielded �0.05% input. All reactions were performed in triplicate with samples
derived from three experiments.

Electrophoretic mobility shift assay. Whole-cell extracts were prepared in buffer C (20 mM HEPES
[pH 7.9], 25% glycerol, 0.42 M NaCl, 1.5 mM MgCl2, 0.2 mM EDTA, 0.5 mM phenylmethylsulfonyl fluoride,
and 0.5 mM dithiothreitol). Aliquots of the extracts (10 �g protein) were mixed with a binding mixture
containing a 32P-labeled ideal HSE oligonucleotide probe for 20 min at room temperature and were
analyzed on 4% native polyacrylamide gels (51).

Immunoprecipitation. Cells were lysed with NP-40 lysis buffer. After centrifugation, the super-
natant was incubated with 5 �l of antiserum (�mHSF1j or �hPARP1-1) or 2 �g of IgG antibody at 4°C
for 16 h and was then mixed with 40 �l protein A-Sepharose beads (GE Healthcare) by rotating at
4°C for 1 h. The complexes were washed five times with NP-40 lysis buffer and were subjected to
immunoblotting using the antibodies described above. To detect auto-PARylation of PARP1, we
performed denaturing immunoprecipitation (30). Briefly, cells (1 � 107) were lysed with 100 �l of
denaturing buffer (1% SDS, 5 mM EDTA, 10 mM �-mercaptoethanol) and were heated at 95°C for 10
min. The denatured lysates were mixed with 0.9 ml of radioimmunoprecipitation assay (RIPA) lysis
buffer (1.0% NP-40, 150 mM NaCl, 50 mM Tris-HCl [pH 8.0], 0.5% sodium deoxycholate, 0.1% SDS).
They were incubated with 5 �l of antiserum for PARP1 (�hPARP1-1) at 4°C for 16 h, mixed with 40
�l of protein A-Sepharose beads at 4°C for 1 h, and subjected to immunoblotting using the PAR
antibody described above.

In vitro poly(ADP-ribosyl)ation assay. Purified recombinant hHSF1-His (1 �g) (17) was incubated at
37°C for 30 min with purified recombinant wild-type hPARP1-His (0.1 �g) or mutant hPARP1-His (AAA)
(0.1 �g) (30) in a reaction mixture (50 �l) containing 50 mM Tris-HCl (pH 7.8), 25 mM MgCl2, 1 mM
dithiothreitol, 4 �g of nicked calf thymus DNA, and 100 �M �-NAD (Nacalai Tesque, Kyoto, Japan). The
reaction was terminated by the addition of SDS-PAGE sample buffer, and reaction products were
subjected to immunoblotting with an anti-HSF1, anti-PARP1, or anti-PAR antibody.

Statistical analysis. Data were analyzed using Student’s t test or analysis of variance (ANOVA).
Asterisks in figures indicate that differences were significant (P, �0.01 or �0.05). Error bars represent
standard deviations for �3 independent experiments.
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